[Abstract] The human olfactory mucosa is located in the middle and superior turbinates, and the septum of nasal cavity. Olfactory mucosa plays an important role in detection of odours and it is also the only nervous tissue that is exposed to the external environment. This property leads to easy access to the olfactory mucosa for achieving various researches. The lamina propria of olfactory mucosa consists of olfactory ensheathing cells (OECs) that cover the nerve fibers of olfactory. Here we describe a protocol for isolation of OECs from biopsy of human olfactory mucosa.
2. This study was approved by the Ethical Commission of the Tehran University of Medical Sciences.
3. Before operation, a signed written consent was given by the patient.
4. There is no age limitation for providing fresh sample in this study.
5. After coordination with an Ear Nose and Throat (ENT) surgeon, the olfactory mucosa tissue was placed in a 15 ml tube containing 5 ml cold HBSS with 10% antibiotics (Antibiotic-antimycotic).
6. Olfactory mucosa tissue was delivered to the lab on dry ice.
B. Isolation of OECs from olfactory mucosa 1. Wash the olfactory mucosa tissue 3 times with 5 ml cold PBS each time.
2. Incubate the olfactory mucosa tissue in 1 ml dispase II solution (2.4 IU/ml), for 1 h at 37 °C.
3. Dissect lamina propria from the olfactory epithelium using a micro spatula under an inverted light microscope. Lamina propria is the thick orange layer and epithelium is the thin translucent gray layer.
4. Cut the lamina propria into small pieces.
5.
Transfer the pieces to a new 15 ml Falcon tube containing 1 ml of collagenase IA and incubate for 20 min at 37 °C.
6. Inactivate collagenase IA by adding 9 ml of PBS into the tube.
7. Centrifuge the suspension at 250 x g for 5 min.
8. Resuspend the resulting pellet in 1 ml of Dulbecco's modified Eagle's medium (DMEM)/F12 medium supplemented with neuronal growth factor (NGF, 50 ng/ml), 1% (100 U/ml) antibioticantimycotic.
9. Transfer the suspension containing tiny pieces of tissue into two T25 flasks containing 5 ml of Dulbecco's modified Eagle's medium (DMEM)/F12 medium supplemented with neuronal growth factor (NGF, 50 ng/ml), 1% (100 U/ml) antibiotic-antimycotic each.
10. Incubate in an incubator at 37 °C, 5% CO2 and 95% humidity for 3-4 weeks.
11. Change culture medium every 3 days. 
